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SUMMARY:
A new selective and differential agar medium, polymyxinmannose-tellurite (PMT) agar was devised to differentiate easily colonies of Vibrio cholerae O1 from those of V. cholerae non-O1. The differentiation between colonies of the two vibrios is based on mannose-fermentation.
Colonies of V. cholerae O1 on the agar are agglutinated with O1 antiserum of V. cholerae much more easily than those on thiosulfate-citrate-bile salts-sucrose (TCBS) agar. The ingredients are added to distilled water, and the mixture is boilded with gentle agitation for a minute or two to dissolve. The medium is adjusted to pH 8.4: it should not be autoclaved. After cooling to 60 C, potassium tellurite is added to give a final concentration of 1:100,000. The complete medium is mixed gently and poured into Petri dishes. Colonies of V. cholerae 01 on PMT agar are yellow with brown centers (Fig.   1 ). The colonies are larger than those on TCBS agar (3) and, they are agglutinated with 01 antiserum of V. cholerae more easily than those on TCBS agar. Inhibitory effect of PMT agar on other organisms is less than that of TCBS agar. Colonies of V. cholerae non-O1 are easily distinguished from those of V. cholerae 01 in most instances, because 64% of strains of V. cholerae non-01 fail to ferment mannose and form violet colonies, whereas all strains of V. cholerae 01 produce acid from this sugar. Differentiation of colonies of V. cholerae 01 from those of V. cholerae non-O1 on TCBS agar depends only on their agglutinability by 01 antiserum of V. cholerae. These may be reasons why PMT agar is superior to TCBS agar for the isolation of V. cholerae 01 from water and food samples. Field trials with TCBS agar and PMT agar were carried out with surface water in Kanagawa Prefecture, from which V. cholerae was isolated repeatedly (4) . The methods applied in this water work are shown in Fig. 2 . The enrichment procedure was divided into two steps, primary enrichment culture in alkaline peptone water (pH 9.0) and secondary enrichment in Monsur's alkaline taurocholate-tellurite broth (5). A 500-ml sample of water was collected in each bottle containing 250 ml of alkaline peptone water prepared in three-fold strength and dispatched to the laboratory. The pH was readjusted to 9.0 and the contents of the bottle were incubated at 35 C for 6 hr; several drops were then tranferred to 10 ml of Monsur's broth, which was incubated overnight. An alkaline peptone water without salt was also employed to compare with Monsur's broth in the secondary enrichment culture. After overnight incubation at 35 C, most yellow colonies growing on these agar plates were tested for slide agglutination with V. cholerae 01 antiserum. The medium is now commercially available (Nissui Seiyaku Co., Tokyo).
Recently, the Ministry of Health and Welfare of Japan has recommened to employ PMT agar together with TCBS agar for the isolation of V. cholerae 01 from water and food samples on the manual for the detection of the organism (October 1, 1988 ).
